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Twenty scFvs that bind to factor VIII were isolated. The isolated scFvs' ability to 
inhibit factor VIII was determined as follows: 

100 jjJ of NP is diluted in 100 pi 100 mM Tris-HCl pH=7.4; 0.4% HSA. Next, 200 pi of 
different dilutions of scFv in 50 mM Tris-HCl pH=7.4; 0.2% HSA is added and 
incubated for 2 hour at 37°C, After incubation, residual factor VIII activity is determined 
is measured using a Sysmec C7000 (source of hemophilia A plasma: Dade Behring, 
OTXW17; Actin®FSL Activated PTT reagens; Dade Behring 52731334). Three different 
dilutions are measured per concentration of scFv. The ability of the scFvs to inhibit 
factor VIII is listed in table 1 below. 

As shown in table I, scFvs sample numbers 1, 5 and 7 inhibited factor VIII 
activity, The remaining scFvs samples (i.e, s sample numbers 2-4, 6 3 8-20) did not inhibit 
factor VIII activity. 

The ability of scFv to interfere with the activity of factor VIII inhibitors was 
assayed as follows: 

100 jal of NP is diluted in 100 nl 100 mM Tris-HCl pH=7,4; 0.4% HSA, Next, 150 \x\ of 
different dilutions of scFv in 50 mM Tris-HCl pH=7.4; 0.2% HSA are added and for 
incubated for 1 hour at 37°C. After incubation, 50 |xl of diluted monoclonal antibody or 
diluted patient plasma is added till a final concentration of 2 BU/ml- The mixture is 
incubated for 1 hour at 37°C. Total volume is now 400 fii. Sample is incubated for 1 
hour and then residual factor VTIT activity in the incubation mixture is measured using a 
Sysmec C7000 (source of hemophilia A plasma: Dade Behring, OTXW17; Actin®FSL 
Activated PTT reagens; Dade Behring 5273 1334). Three different dilutions are measured 
per concentration of scFv. 

As shown in table 1, scFvs sample numbers 3, 16, 17, 18, and 19 are capable of 
interfering with factor VIIT inhibitors, but do not inhibit factor VIII activity. 
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Therefore, the ability of scFvs to interfere with factor VIII inhibitors is not an 
inherent property of scFvs to bind to factor VHL 



Table 1; Properties of factor VIII scFvs. 



Sample 
No. 


scFv Name 


epitope 


VH segment 


Inhibition of 
Factor VTII 


Interference 
with Factor 
VJJ1 Inhibitors 














1 


VK34 


A2 


DP10 


positive 


negative 


2 


VK41 


A2 


DP47 


negative 


not tested 


3 


WP102 


A2 


DP47 


negative 


positive 


4 


WP137 


A2 


DP58 


negative 


not tested 


5 


B35 


A3-C1 


DP49 


positive 


negative 


6 


B04 




TVP77 




not tested 


7 


B38 


A3-C1 


DP15 


positive 


negative 


8 


KM37 


A3 -CI 


DP14 


negative 


negative 


9 


KM38 


A3 -CI 


DP49 


negative 


not tested 


10 


KM36 


A3 -CI 


DP77 


negative 


not tested 


11 


WR1 


C2 


DP5 


negative 


negative 


12 


WR16 


C2 


DP5 


negative 


negative 


13 


WR17 


C2 


DPS 


negative 


negative 


14 


VK29 


C2 


DP25 


negative 


not tested 


15 


VK33 


C2 


DP79 


negative 


not tested 


16 


EL5 


C2 


DP14 


negative 


positive 


17 


EL14 


C2 


DP10 


negative 


positive 


18 


EL9 


C2 


DP88 


negative 


positive 


19 


IT2 


C2 


DP14 


negative 


positive 


20 


WR2 


C2 


DP88 


negative 


not tested 



